The noncoding components of the genome, including miRNA, can contribute to pathogenesis of gastric cancer. Their expression has been profiled in many human cancers, but there are a few published studies in gastric cancer. It is necessary to identify novel aberrantly expressed miRNAs in gastric cancer. In this study, the expression profile of 1891 miRNAs was analyzed using a miRCURY array LNA miRNA chip from three gastric cancer tissues and three normal tissues. The expression levels of 4 miRNAs were compared by real-time PCR between cancerous and normal tissues. We found that 31 miRNAs are upregulated in gastric cancer ( < 0.05) and 10 miRNAs have never been reported by other studies; 30 miRNA are downregulated ( < 0.05) in gastric cancer tissues. Gene ontology analysis revealed that those dysregulated miRNAs mainly take part in regulating cell proliferation. The levels of has-miR-105, -213 * , -514b, and -548n were tested by real-time PCR and have high levels in cancerous tissues. Here, we report a miRNA profile of gastric cancer and provide new perspective to understand this malignant disease. This novel information suggests the potential roles of these miRNAs in the diagnosis, prognosis biomarkers, or therapy targets of gastric cancer.
Introduction
Gastric cancer is one of the most frequent cancers and is the second leading cause of cancer mortality worldwide [1] . Nearly half of gastric cancers occur in China, most of which are diagnosed when the disease has progressed to late stages because of the nonspecific symptoms present at early stages [2] . As a result, the overall 5-year survival rate of gastric cancer was approximately 20% [3] . Tumor markers have the potential to improve the situation by screening high risk group at early stage. Unfortunately, the tumor markers, such as carcinoembryonic antigen (CEA), carbohydrate antigen 19-9 (CA19-9), CA12-5, and CA72-4, have limitation performance in detecting gastric cancer because of low sensitivity and specificity [4] . Thus, there is a need to discover some novel diagnostic biomarkers to allow early detection of this malignancy. It is known that several environmental factors, including diet high in salted and nitrated food, tobacco use, alcoholic consumptions, and, especially, Helicobacter pylori (HP) infection [5] . However, the molecular pathogenesis of gastric cancer still remains to be explored. Mechanisms for tumorigenesis and progression of gastric cancer have not yet been discovered and specific therapeutic targets have not been identified [6] .
Micro-RNAs (miRNAs) are small noncoding regulatory RNAs of about 19-22 nucleotides, which function to bind the 3 untranslated region of their target mRNAs, resulting in translational inhibition or mRNA degradation [7] . While the biological roles of miRNA are under intense investigation, they are considered to control a variety of tumor cell functions including cell proliferation, migration, invasion, and differentiation [8] . A growing number of evidences suggest the correlation altered miRNA expression and cancers. The aberrant expression of miRNAs referred to several important processes during carcinogenesis. Let-7 is one of the earliest identified miRNAs, is significantly reduced in a large number of malignancies, and can attenuate the development of lung cancer [9] . High-throughput techniques, such as gene chip, have identified thousands of upregulations such as miR-21, miR-17, and miR-92a, whereas others tended to downregulation, such as miR205 and miR-145, in cancerous tissues [10] . Several studies have investigated the aberrantly expressed 2 Gastroenterology Research and Practice miRNAs in gastric cancer. miR-199a-3p is significantly higher in serum of gastric cancer patients and may be used as diagnostic biomarker [4] . MiR-34a was downregulated in gastric cancer cell lines [11, 12] . MiR-429 suppresses tumor cells proliferation and may serve as tumor suppressor during tumorigenesis of gastric cancer [13] . MiR-19a/b regulates multidrug resistance in gastric cancer by targeting PTEN [14] . Li et al. had identified abnormal expressed miRNA profiles with 40 upregulated miRNAs and 36 downregulated miRNAs in intestinal-type gastric caners by miRNA array [6] . It has been estimated that there are about 1,000 miRNAs in human, but previous studies have only screened miRNA expression in gastric cancer patients from less than 500 miRNAs. It is necessary to screen gastric cancer with larger collections of miRNAs by gene chip.
To explore more related miRNAs, we have used 6th generation of miRNA array that contains more than 1891 probes, which include nearly all human miRNAs and identified new aberrant expression miRNAs between gastric cancer and normal tissues. We identified 61 new obviously changed expression miRNAs in gastric cancers. Our data offer new clues to study the miRNA profiles that refer to molecular mechanism of gastric cancer carcinogenesis and provide novel biomarkers repertoire of this malignant disease.
Material and Methods
The tissue samples in this study were derived from patients undergoing a surgical procedure to remove a portion of gastric cancer at the Affiliated Tumor Hospital of Harbin Medical University. The collection of samples conformed to the policies of China and practices of the facility's Institutional Review Board. Upon removal of the surgical specimen, research personnel immediately transported the tissue to the surgical pathology laboratory. Pathology faculty performed a gross analysis of the specimen and selected cancerous appearing gastric tissue and normal appearing gastric cancer for research. Each sample was placed in a cryovial and preserved in −80 ∘ C refrigerator until analysis. Subsequently the surgical specimens confirmed the histopathology of the samples taken for research.
Total RNA Isolation and Quality Analysis.
Frozen tissues were first pulverized in a stainless steel mortar and pestle. Total RNA was isolated using TRIzol (Invitrogen, Carslbad, CA) and miRNeasy mini kit (QIAGEN) according to manufacturer's instructions. RNA quality and quantity were measured by using nanodrop spectrophotometer (ND-1000, Nanodrop Technologies) and RNA integrity was determined by gel electrophoresis.
miRNA Precursor Expression Profiling.
After RNA isolation from the samples, the miRCURY Hy3/Hy5 power labeling kit (Exiqon, Vedbaek, Denmark) was used according to the manufacturer's guideline for miRNA labelling. One microgram of each sample was 3 -end-labeled with Hy3 fluorescent label, using T4 RNA ligase by the following procedure: RNA in 2.0 L of water was combined with 1.0 L of CIP buffer and CIP (Exiqon). The mixture was incubated for 30 min at 37 ∘ C and was terminated by incubation for 5 min at 95 ∘ C. Then 3.0 L of labeling buffer, 1.5 L of fluorescent label (Hy3), 2.0 L of DMSO, and 2.0 L of labeling enzyme were added into the mixture. The labeling reaction was incubated for 1 h at 16 ∘ C and terminated by incubation for 15 min at 65 ∘ C. After stopping the labeling procedure, the Hy3-labeled samples were hybridized on the miRCURY LNA array (v.16.0) (Exiqon) according to array manual. The total 25 L mixture from Hy3-labeled samples with 25 L hybridization buffer was first denatured for 2 min at 95 ∘ C, incubated on ice for 2 min, and then hybridized to the microarray for 16-20 h at 56 ∘ C in a 12-Bay Hybridization Systems (Hybridization System, Nimblegen Systems, Inc., Madison, WI, USA), which provides an active mixing action and constant incubation temperature to improve hybridization uniformity and enhance signal. Following hybridization, the slides were achieved, washed several times using Wash buffer kit (Exiqon), and finally dried by centrifugation for 5 min at 400 rpm. Then the slides were scanned using the Axon GenePix 4000B microarray scanner (Axon Instruments, Foster City, CA).
miRNA Quantification by Real-Time RT-PCR (qRT-PCR).
SYBR Green RT-qPCR assay was used for miRNA quantification. In brief, one microgram of extracted RNA was reversetranscribed per the manufacturer's instructions. qRT-PCR was carried out in thin-wall PCR plates (Applied Biosystems, Foster City, CA, USA). Each reaction mixture contained 12.5 L of SYBR Premix Ex Taq (2×), 0.5 lL of reference dye (ROX) II (50×) (Takara, Otsu, Japan), 0.5 L of forward primer (10 M), 0.5 L of reverse primer (10 M), 10.7 L of distilled water, and 0.3 L of cDNA template. PCR was carried out by following the standard PCR program suggested by the manufacturer's protocol using Mx3000P (Stratagene, La Jolla, CA, USA).
Data Analysis.
Scanned images were then imported into GenePix Pro 6.0 software (Axon) for grid alignment and data extraction. Replicated miRNAs were averaged and miRNAs with intensities >50 in all samples were chosen for calculating normalization factor. Expressed data were normalized using the median normalization. After normalization, differentially expressed miRNAs were identified through volcano plot filtering. Hierarchical clustering was performed using MEV software (v4.6, TIGR). GoStat was used to determine all genes with statistically overrepresented gene ontology (GO) annotation [15] .
Results

miRNA Expression Profiles in Gastric
Cancer. We used miRCURY array LNA miRNA chip, which contains more than 1891 capture probes, to evaluate miRNA expression profiles between cancerous tissues and normal tissues. When setting average change >2-fold and value <0.05 as a cut-off level, 31 miRNAs are upregulated (Table 1 ) and 30 miRNAs are downregulated in gastric cancers (Table 2 ). Comparing with previous studies of miRNAs, we found that 21 among 31 genes have been reported in previous publications, for example, hsa-miR-105, hsa-miR-187, hsa-miR-214 * , hsa-miR-656, and hsa-miR-487a. New upregulated genes include named genes such as hsa-miR-4309, hsa-miR-4307, hsamiR-4278, and hsa-miRPlus-C1114. Twenty-six among 30 downregulated genes have been reported before such as hsamiR-31, hsa-miR-1275, hsa-miR-526b, hsa-miR-2114, and hsamiR-378c; and hsa-miR-4303, hsv2-miR-H13, and hsv2-miR-H10 were first reported with downregulation in gastric cancer. We provide new miRNA expression profiles of gastric cancer (Tables 1 and 2 ).
Quality Assessment of miRNA Data after Filtering.
To assess miRNA data, we built box plots to visualize the distribution of the miRNA dataset. Among six miRNA array chips, the distributions of log2 ratios are nearly the same (Figure 1(a) ). Then, we apply correlation matrix to elevate correlation among replicate experiments. The scatter-plot was used to assess the variation between cancer and normal tissues. There are more than 80% of the same miRNA genes between cancerous and normal tissues (Figure 1(b) ).
Clustering Analysis of the Significantly Changed Genes.
To identify differentially expressed miRNAs with statistical significance, we performed a volcano plot filtering between the cancerous and normal miRNAs from the experiment (Figure 2(a) ). The threshold we used to screen up-or downregulated miRNAs is fold change ≥2.0 and value <0.05. As shown in Figure 2 (a), the red points in the plot represent the differentially expressed genes with statistical significance. In this instance, we identified 182 commonly expressed miRNA genes. From this set, 31 were highly expressed and 30 showed low levels of expression across the cancerous and normal tissues. The following hierarchical clustering was performed based on differentially expressed miRNA in cancerous versus normal volcano plot. The result of hierarchical clustering shows distinguishable miRNA expression profiling among cancerous and normal tissues (Figure 2(b) ). We set the value at <0.05 as a cut-off level. Expression levels of 31 upregulated genes and 30 downregulated genes were analyzed by unsupervised hierarchical clustering. Our data show that all 61 miRNAs express similar patterns. The heatmap demonstrated that all these genes changed similarly in the different pairs of gastric cancerous and normal tissues (Figure 2(b) ). The aberrantly expression miRNAs such as has-miR-214 * , has-miR-105, has-miR-548n, and has-miR-514 which are upregulate in gastric cancerous tissues.
Gene Ontology Analysis.
The differentially expressed miRNAs would be expected to be significant to gastric cancer biology. Gene ontology (GO) analysis was applied to examine the significant "biological process" classifications that are overrepresented among these genes. This analysis revealed that many of the genes associated with tumor cell proliferation mainly take part in the processes of regulation of cell proliferation and maintain cell morphogenesis, digestion, and metabolism (Figure 3) .
Validation of Aberrantly Expressed miRNA by Quantitative PCR Analysis.
To validate the findings from expression arrays, four miRNAs were tested by real-time quantitative PCR analysis. We selected hsa-miR-105, hsa-miR-214 * , hsamiR-514b, and has-miR-548n to test in 24 paired gastric normal and tumor tissues. Control miRNA was U6. For every miRNA that was upregulated expression by microarray. The expression level of miR-214 * is increased 3.79-fold (Figure 4(a) ), miR-105 is increased 16.32-fold (Figure 4(b) ), hsa-miR-4278 hsa-miR-9 hsa-miRPlus-D1058 hsa-miR-526b
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hsa-miR-518f has-miR-548 is 4.21-fold (Figure 4(c) ), and miR-514 is increased 11.76-fold (Figure 4(d) ) in comparing with normal tissues. Those are inconsistent with the result of miRNA chip.
Discussion
Gastric cancer should be viewed as a heterogeneous disease, showing multiple biological and clinical differences. Recent several studies have shown the dysregulation of some miRNA in gastric cancer [16] [17] [18] . Previous high-throughput array analyses have clearly demonstrated that the miRNA expression profile is substantially altered in cancer samples [19] .
Herein, we report comprehensive miRNA profiling in gastric cancer. In this study, we identified 61 miRNAs that are aberrantly expressed in gastric cancer. Comparing with other studies, we applied the microarray with the most huge detectable miRNA library with 1891 capture probes. As a result, a total of 31 miRNAs were upregulated in cancerous tissues, whereas 30 miRNAs were downregulated. Usually we set miRNA expression change at 2-fold as a cut-off, and this may neglect aberrant miRNAs in the chip analysis. Li et al. had established miRNA profiles of intestinal-type gastric cancer with 76 aberrantly expressed miRNAs [6] . The miRNA array chip of this study detected those 76 miRNA capture probes. However, only eight aberrantly expressed miRNAs (including has-miRplus-A1087, has-miR-542-3p, has-miR-141, has-miR-200c, has-miR-214, has-miR-29c, has-miR-378, and has-miR-128) were consistent with our findings. The reasons for discrepancy of two studies might be derived from different tumor types and heterogeneous. On the other hand, most of miRNA genes in our study might be newly detected in gastric cancer tissue and refer to important pathways during progress of carcinogenesis.
Some of the differentially expressed miRNAs in gastric cancer were proved to be aberrantly by other studies. Helicobacter pylori (H. pylori) infection is one of the most prevalent infections worldwide and has been identified as the major cause of this malignant disease. A subset of miRNA reported to associate with H. pylori infection, such as hasmiR-141, has-miR-146a, and has-miR-2114, is detected in our study. The has-miR-2114 was reported to be upregulated, while has-miR-141 and has-miR-146a were downregulated [20] . This finding coincided with our results (Tables 1 and  2 ). Guo J et al. identified 19 differential miRNAs in gastric cancer tissues. Among them hsa-miR-31 and has-miR-133b were included which were screened in our findings [21] . In the present study, the miRNA chip revealed that the has-miR-31 was downregulated in gastric cancer tissues, consistent with a previous study by Zhang et al., which had identified that has-miR-31 was lower in cancer tissues in comparison with noncancerous tissues.
The metastases and invasions are the most important characteristics of malignant tumor. A lot of miRNAs genes detected in our study have been found to refer to those progresses by other studies and might serve as biomarkers to reflect disease state. has-miR-31 was frequently altered in a large variety of cancers. For example, in breast cancer loss of has-miR-31 expression is associated with high risk metastases [22] , whereas in colorectal cancer high has-miR-31 expression correlates with advanced disease stage [23] . In the present study, has-miR-200c and has-miR-221 were downregulated and consistent with previous research [24] , which confirmed that the downregulation of has-miR-200c and has-miR-221 could serve as one diagnostic biomarker of gastric cancer [25] . The miR-187 was increased in breast cancer tissues which could be used as one of the independent prognostic factors and enforced tumor cells invasive ability [26] . The accumulation of unedited has-miR-376a
* was associated with glioma tumor metastasis and promoted cell migration and invasions [27] . Wang et al. proved that haslet-7c
* inhibited migration and invasion of non-small cell lung cancer by targeting ITGB3 and MAP4K3 [28] . The p21 as tumor inhibitor had been explored; the overexpression of has-miR-515-3p rescued human mammary epithelial cells from Ras-induced senescence by prevention of Rasinduced upregulation of p21 [29] . The alterations in miRNA expression contributed to response chemotherapy. The hasmiR-487a could directly regulate breast cancer resistance protein (BCRP) expression and reverse chemotherapeutic drug resistance in a subset of breast cancers [30] . hasmiR-546b-5p had inhibitory effect on pancreatic cancer cell migration and invasion by targeting MMP16 [31] .
Expression levels of four miRNAs were analyzed by quantitative real-time PCR. The results are consistent with miRNAs chip. All of them were upregulated in gastric cancerous tissues. The has-miR-105 was highly expressed in testis tumors [32] . The inhibitor efforts of has-miR-214 had been reported in several types of tumors, including hepatocellular carcinoma, cholangiocarcinoma, and ovarian cancer [33] [34] [35] . has-miR-214 had multiple roles in regulating tumor cell characteristics, such as proliferation and migration by targeting p53 and -catenin [36] . Only one report by Wotschofsky et al. detected has-miR-514b and identified that the expression of has-miR-514b was downregulated in primary metastatic renal cell carcinoma [37] . At last, the expression level of has-miR-548n was upregulated in gastric cancer. The aberrantly of has-miR-548n may be associated with host antiviral response via direct targeting of interferon- [38] . By targeting tens to hands of genes, miRNAs can redirect basic biological functions and pathway essential to tumor development and progression. According to GO analysis, the major roles of aberrantly expressed miRNA regulated cell proliferation (Figure 3) . The aberrantly expressed miRNAs of gastric cancer had been associated with regulating cell. We detected the downregulation of has-miR-9 in gastric cancer, which suppressed the proliferation, invasion, and metastasis of gastric cancer cells through targeting cyclin D1 and Ets1 [39] . Another miRNA gene, miR-144, was downregulated and had reported increased bladder cancer cell proliferation by targeting EZH2 and regulating Wnt signaling [40] . Furthermore, miRNAs served as mediators of inflammation in tumor progression through regulation of components of immune system. For example, the high levels of has-miR-187 promoted lymph node metastasis of breast cancer [26] . We also found some new aberrant expression miRNAs in gastric cancers (Tables 1 and 2 ), which have no or very few reports of aberrant expression in any other cancers. These new aberrant miRNAs are dysregulated in gastric cancer, ant the impact on gene expression. As more miRNAs are identified and validated, the role of aberrant miRNA expression in gastric cancer will be better understood. Our data may provide diagnostic or prognostic biomarkers of gastric cancer and offer new molecular targets for therapy of gastric cancer.
